Tomato bacterial wilt caused by Ralstonia solanacearum bacterium is a severe problem in Southern China, where relatively high environmental temperatures commonly prevails during the crop seasons. Previous research has indicated that bacterial wilt disease incidence generally increases during the warm months of summer leading to reduced tomato yield. Moreover, the efficacy of bio-organic fertilizers (BOFs)-organic compost fortified with pathogensuppressive bacteria-is often lost during the periods of high environmental temperatures. Here we studied if the disease incidence could be reduced and the BOF performance enhanced by simply preponing and postponing the traditional seedling transplantation times to avoid tomato plant development during periods of high environmental temperature. To this end, a continuous, two-year field experiment was conducted to evaluate the performance of BOF in two traditional (late-spring [LS] and early-autumn [EA]) and two alternative (earlyspring [ES] and late-autumn [LA]) crop seasons. We found that changing the transplantation times reduced the mean disease incidence from 33.9% (LS) and 54.7% (EA) to 11.1% (ES) and 7.1% (LA), respectively. Reduction in disease incidence correlated with the reduction in R. Solanacearum pathogen density in the tomato plant rhizosphere and stem base. Applying BOF during alternative transplantation treatments improved biocontrol efficiency from 43.4% (LS) and 3.1% (EA) to 67.4% (ES) and 64.8% (LA). On average, the mean maximum air temperatures were positively correlated with the disease incidence, and negatively correlated with the BOF biocontrol efficacy over the crop seasons. Crucially, even though preponing the transplantation time reduced the tomato yield in general, it was still economically more profitable compared to LS season due to reduced crop losses and relatively higher market prices. Preponing and postponing traditional tomato transplantation times to cooler periods could thus offer simple but effective way to control R. solanacearum disease outbreaks.
Introduction
Bacterial wilt is one of the most devastating diseases of tomato in tropical and subtropical regions of the world. It is caused by the Ralstonia solanacearum (Smith) species complex, which is a soil-borne pathogen notorious for its virulence, broad host range, and wide geographic distribution [1] . Moreover, once successfully invaded to tomato fields, eradication of R. solanacearum is very difficult, because it can survive in soil, water or reservoir plants for long periods before coming into contact with a new host [2] . The disease process is very complex and involves several stages, which are dependent on environmental conditions, the physiological state of the pathogen, and the host. Ultimately, pathogen invades host vascular tissues, where it multiplies until it blocks the xylem and causes wilt symptoms. To control the disease, integrated control strategies that prevent pathogen invasion in the roots and the above-ground parts of host plants has been suggested [3] [4] [5] . These strategies include liming, fertilization, crop rotation and chemical controls [6, 7] . Unfortunately, these strategies are often unable to reduce crop losses down to tolerable levels. Moreover, although chemical soil disinfection can temporarily eradicate most microbial flora, pesticide-resistant pathogens may rebound leading to ever more problematic disease outbreaks [7, 8] .
Environmentally friendly alternatives for pesticides, such as bio-organic fertilizers (BOFs), have been developed to better control soil-borne diseases [9] . BOFs are prime examples of next-generation sustainable agriculture. They are manufactured from agricultural waste products and thus reduce environmental pollution. Application of BOF could reduce the amount of inorganic fertilizer needed in crop production. Furthermore, BOFs can be fortified with some specific antagonistic microorganisms that suppress target pathogens in the soil [10] . Thus far, BOFs have been reported to be efficient in controlling soil-borne diseases, such as Fusarium wilt, damping off, bacterial wilt, and black shank [11, 12] . However, the biocontrol effects of BOFs on tomato bacterial wilt have been inconsistent in field trials and it is thought that the environmental temperature could affect the efficacy of disease suppression by BOFs [13] [14] [15] [16] .
Environmental temperature could drive bacterial wilt outbreaks by directly affecting the pathogen invasion success [16] . For example, elevated temperatures have been found to increase the severity of bacterial wilt in R. solanacearum-resistant tomato plants in environmental chambers [16] . Moreover, pathogen density and disease incidence have been shown to correlate positively in two-year long field experiments with tomato [17, 18] . However, even though some R. solanacearum biovars are specialized to cause bacterial wilt in high environmental temperatures [16] , lots of inter-strain variation exists [19] . For example, Race 3, Biovar 2 (R3B2) strains can cause bacterial wilt in potatoes at temperatures as low as 16°C [20] . Besides having effect on pathogen, elevated temperatures could also affect the biocontrol efficacy of bio-organic fertilizers. Bacterial species belonging to genus Bacillus are commonly used as biocontrol agents because they are able to inhibit wide array of pathogenic microorganisms via production of antibacterial and antifungal compounds [21, 22] . The production of antibiotic molecules by Bacillus bacteria depends on the environmental temperature, which could thus affect the efficacy of BOFs [16] . Furthermore, plant immune response to pathogens can differ depending on the environmental temperature [23, 24] , which could also affect the pathogen invasion success.
Here we focused on testing a simple ecological approach to reduce crop losses: preponing and postponing traditional transplantation times to avoid tomato plant development during periods of high environmental temperatures when the risk of bacterial wilt outbreak is highest and when the BOF biocontrol efficacy is the lowest [25] . Typical spring and autumn crop seasons in Nanjing last from February to June and from July to November, respectively, and tomato crop losses are especially high during relatively warmer autumn season [16] . We hypothesized that earlier and later transplantation times should result in lower bacterial wilt incidence if the pathogen growth in the soil and tomato stem is suppressed by lower temperature during crop season. Moreover, lower mean temperatures could potentially increase the efficiency of BOF biocontrol [16] and decrease the bacterial wilt disease incidence even further. To study this hypothesis, we set up a two-year long field experiment where we manipulated the transplantation time of both spring and autumn seasons. Specifically, we preposed the transplantation time of spring season with~2-2.5 months and postponed the transplantation time of autumn season with~1-1.5 months and compared these treatments with traditional spring and autumn transplantation times. To study how BOF biocontrol efficacy depended on the transplantation time, half of the plants were treated with BOF at seedling phase and other half were left untreated. Pathogen infection was let to occur naturally as the field has previously been shown to be contaminated by R. solanacearum race 1 biovar 3 on the basis of pathogen host range and carbon utilization patterns [16] . Bacterial wilt incidences were recorded in the end of all crop seasons, R. solanacearum pathogen densities measured both in the rhizosphere soil and in the tomato plant stems and average tomato yield and farmer income estimated for each year per every treatment.
Materials and Methods

Preparation of bio-organic fertilizer (BOF)
A BOF was prepared as described by Wei et al. [16] , with some modifications. In the previous study, we used both rapeseed cake compost (RCC) and pig manure compost as a carrier mixture [16] . Further research has shown that pig manure compost facilitates R. solanacearum growth, whereas RCC inhibits it. As a result, only rapeseed cake compost was used in this study. The compost was fortified with Bacillus amyloliquefaciens QL-18 strain, which has previously been shown to be antagonist against R. solanacearum [16] . The B. amyloliquefaciens QL-18 strain was provided by the Jiangsu Provincial Key Lab of Organic Solid Waste Utilization and it was routinely cultured on LB medium plates [16] . The final concentration of QL-18 in the fortified RCC was approximately 10 9 cells (CFU) g −1 and this final mixture was designated as BOF.
Field experiment
The field experiment study site (no other specific permissions were required for these locations, and the field studies did not involve endangered or protected species) is located in the town of Qilin (118°57' E, 32°03' N; previously described in detail in Wei et al. [16] ). Qilin is an important vegetable production base for nearby urban population of Nanjing, China. Recently, bacterial wilt of tomato has become a widespread problem in Qilin. Two tomato (Solanum lycopersicum Mill) crops can be grown per year at this location. For this study, we chose earlyand late-spring crop seasons (ES and LS) and early-and late-autumn crop seasons (EA and LA), as shown in S1 Table. The tomato seedlings (cultivar Hezuo 903) were first grown in nursery trays for 30 (autumn) or 45 (spring) days before transplantation to the field. Tomato seedlings were grown with a nursery substrate (commercially available from Huaian Agricultural Technological Development Ltd., Huanyin, Jiangsu, China). Half of the seedlings received 1% (w/w) of BOF, which was mixed with the nursery substrate before sowing. The other half of the seedlings did not receive BOF and were assigned to the control treatment. BOF was not reapplied when the plants were transferred to the field. Field trials were conducted during two consecutive years from January 2011 to December 2012. No pesticides were used and standard chemical fertilization was applied. Four different transplantation treatments were used (ES, LS, EA and LA) and every transplantation treatment was further divided into BOF and no-BOF (control) treatments for each year (total of 8 treatments per year). The trial was conducted following a randomized block design within every crop season treatment. Five independent replicate plots (blocks) were used for both no-BOF and BOF treatments in random block design and 108 plants were planted per each plot (1.8×9 m area). Within each plot, plants were spaced evenly at approximately 30 cm apart into 4 rows each containing 27 plants. Pathogen infection was let to occur naturally as the field has previously been shown to be contaminated by R. solanacearum [16] . Disease development was expressed as the disease incidence (DI), which denotes the percentage of wilted plants on the first day of the harvest (S1 Table) . The decision to focus only on one time point was made based on our previous experience on Ralstonia wilt disease development: most damage will take place before the first date of harvest and subsequent wilting has only minor effect on tomato yield. The biocontrol efficacy (BCE) of treatment with BOF was calculated for each crop season using the following equation: BCE = (DI of control treatment-DI of BOF treatment) / DI of control treatment × 100%.
Measuring R. solanacearum densities in tomato plant rhizosphere and stem base
To determine R. solanacearum densities, rhizosphere soils were collected from three randomly selected tomato plants per plot on the first day of harvest. Excess soil was gently shaken from the roots, and the remaining soil that adhered closely to the roots was considered as rhizosphere soil. Five grams of rhizosphere soil was added to 45 mL of sterilized water and shaken for 30 min on a rotary shaker. Several 10-fold dilutions were made, and 0.1-mL aliquots were spread on the surface of modified semi-selective medium (M-SMSA) [16] . After 3 days of incubation at 30°C, bacterial densities were measured as the number of colonies per gram of soil (CFU g −1 dry soil) and expressed in log 10 units. To determine R. solanacearum densities within the aboveground plant parts, fresh stem-base samples were collected from 2 plants per treatment replicate during the year 2011 (total of 8 to 11 sampling time points depending on the crop season). Collected plants were chosen randomly at every sampling time point. Fresh segments (~1.5 to 2.0 cm) of the stem-base surface were first sterilized by dipping into 95% alcohol and flamed for 5 s. The efficiency of surface sterilization was confirmed by placing the treated parts of the stems for five minutes on a CPG plate [16] and incubating at 30°C for two days.
Complete surface sterilization was achieved with this method as no visible colonies were observed on plates after two days of incubation. The segments (~1 cm) were weighed, ground and mixed into 9 mL of sterilized water. Homogenates were then diluted 10-fold and plated on M-SMSA medium. After 3 days of incubation at 30°C, bacterial densities were measured as the number of colonies per gram of stem (CFU g −1 fresh weight) and expressed in log 10 units.
Statistical analysis
Daily maximum air temperatures were obtained from Weather Online (http://www. weatheronline.co.uk/). The mean maximum temperature during each crop season was defined as T cs and the mean maximum temperature during each 10-day period after transplantation as T 10 . DI data were analyzed with two-way and three-way ANOVAs with SigmaPlot 11.0 (Systat Software Inc., USA) where year, transplantation treatment and BOF treatment were used as explanatory variables. Similarly, crop season mean temperature and bacterial density data were analyzed with ANOVA as described above. Bacterial density data were log 10 -transformed before the analyses and only last sampling time point was used for analyzing bacterial densities in tomato stem base at year 2011. In all above analyses, replicate plot was included in the models as a blocking factor. Because different blocks were used between years 2011 and 2012, blocking factor × year interaction was also included in these models. Nonlinear regression analyses (Sigmoidal, Sigmoid, 3 Parameter) were used to analyze the relationships between DI and T cs , DI and BCE and DI and T cs , and to explain R. solanacearum density dynamics in tomato stems with T 10 .
Results
Environmental air temperature dynamics in different transplantation treatments
The air temperature dynamics differed significantly between transplantation treatments (Fig  1) . The effect of transplantation treatment on disease incidence and BOF biocontrol efficacy
The disease incidence (DI) was significantly higher in traditional LS and EA transplantation treatments compared to experimental ES and LA transplantation treatments in the absence of BOF: DI for LS and EA crop seasons: 28.1~39.3% and 45~70%; DI for ES (6.8~16.3%) and LA (5.0~9.4%) treatments (Fig 2A, Table 1 ). Similarly, the biocontrol efficacy of BOF was significantly higher in experimental ES and LA transplantation treatments compared to traditional LS transplantation treatment: efficacy for ES and LA: 63.2~71.6% and 63.0~66.7% and efficacy for LS: 43.1~43.6%. BOF had no biocontrol effect in EA treatment (1.4~4.8%; non-significant; Fig 2A , Table 1 ). Trends of DI and the biocontrol efficacy of BOF were similar between different years (Fig 2A and Table 1 ). Table 1 ). The lowest R. solanacearum densities (5.8 log10 CFU g −1 of dry soil) were observed in BOF-treated plants in the LA transplantation treatment (Fig 2B) . A positive correlation (P < 0.0001) was observed between the R. solanacearum densities in rhizosphere soil and the DI, regardless of whether the analyzed plants were treated untreated with BOF (S1 Fig). Consistent with DI data, BOF effect on R. solanacearum densities was not significant in EA treatment both in 2011 and 2012, and in LA treatment in 2012 ( Fig 2B, Table 1 ). The trends of R. solanacearum densities were similar for all four transplantation treatments. The densities were the highest in LS treatment and the lowest in LA treatment (Fig 2B) .
R. solanacearum densities in tomato plant stems
The R. solanacearum densities in the tomato stems were affected by both transplantation and BOF treatments (Fig 3, Table 1 ). In the ES treatment (Fig 3A) , T 10 stayed below 18°C until 70 days after transplantation, and no R. solanacearum was detected in either BOF-treated or untreated plants. Once T 10 exceeded 20°C, R. solanacearum densities increased sharply. Pathogen densities were reduced approximately 50% in BOF-treated plants: 6.21 log10 CFU g −1 versus 3.16 log10 CFU g −1 bacteria per fresh weight of stem for control and BOF-treated plants,
respectively. In the LS treatment (Fig 3B) , T 10 increased from 20 to 31°C 20 d after transplantation and R. solanacearum densities increased quickly during this period. Finally, we observed 8.04 log10 CFU g −1 and 6.08 log10 CFU g −1 bacteria per fresh weight of stem for control and BOF-treated plants, respectively. In the EA treatment (Fig 3C) , T 10 was above 25°C throughout the first 70 days after transplantation, and R. solanacearum densities increased sharply during this period. During the final 20 days, T 10 remained below 25°C and R. solanacearum densities increased only slightly. Pathogen densities reached approximately 8.0 log10 CFU g −1 bacteria
per fresh weight of stem in both control and BOF-treatments. In the LA treatment (Fig 3D) , T 10 was above 20°C throughout the first 70 days after transplantation and decreased sharply below 10°C for the final 20 days. The R. solanacearum density dynamics were similar to those in the EA treatment, with the exception that R. solanacearum densities were generally lower. Correlation between disease incidence and temperature variation in different experimental treatments
The T cs correlated significantly with both DI (R = 0.9431, P < 0.0001, positive correlation) and BCE (R = -0.9086, P < 0.0001; negative correlation Fig 4) . When T cs ranged from 12°C to 23°C, the DIs in both control and BOF-treated plants were approximately 10%, while the BOF biocontrol efficacy ranged from 60% to 70% (Fig 4) . As T cs increased to 26°C, the DI increased to approximately 35%, and the BCE decreased to 45% (Fig 4) . When T cs exceeded 28°C, the DI increased to 55%. Under such conditions, BOF lost its biocontrol efficacy (Fig 4) .
The effect of transplantation and BOF treatments on tomato plant yield and income
Transplanting time and BOF application both had significant effects on the tomato yield and farmer income (Tables 2 and 3 ). While preponing transplantation time from LS to ES decreased tomato yield, postponing transplantation time from EA to LA increased tomato yield (Tables 2 and 3 ). Despite the reduced yield of ES treatment, farmer earnings were compensated by higher tomato prices leading to higher total income ( Table 2 ). Applying BOF generally increased both the yield and income except for the EA transplantation treatment ( Table 2 ).
Discussion
Here we studied experimentally if we can reduce bacterial wilt disease incidence and increase the BOF performance by simply altering the traditional seedling transplantation times of tomato. We found that both preponing and postponing traditional transplantation times to the cooler period significantly decreased bacterial wilt disease incidence, increased BOF biocontrol efficacy especially during the late-autumn crop season, and led to lower R. solanacearum pathogen densities in both tomato plant rhizosphere and tomato base stems. Correlation analyses indicated that these effects could be attributed to lower environmental temperatures during the experimental ES and LA crop seasons. Even though preponing transplantation time of spring crop season reduced the yield of tomato, this was financially compensated by relatively higher market prices leading to increased farmer income. Postponing transplantation time of autumn season increased both yield and farmer income. Altering traditional tomato transplantation times could thus offer simple but effective way to reduce bacterial wilt incidence and improve the effectiveness of BOF in the field setting. Why did bacterial wilt incidence decrease with the lower environmental temperature? Several reports have shown that low temperatures can directly affect the virulence of R. solanacearum reducing or preventing the root colonization and invasion potentially via attenuated or lost twitching motility [26] . It has been also found that the expression of global virulence regulators, HrpG and HrpB, is temperature-regulated, and depending on the pathogen strain, can be positively correlated with increasing temperature [27, 28] . Consistent with this, we observed a significantly positive correlation between mean crop season temperature and disease incidence. This suggests that high environmental temperature might be essential for triggering R. solanacearum virulence in the field. Temperature fluctuations are also known to affect R. solanacearum survival and persistence in the soil between different crop seasons. For example, Scherf et al. [28] reported that temperature fluctuations played a critical role for R. solanacearum R3B2 and native U.S. strain viability as both strains were able to survive at -20°C in infected geranium tissue for at least 6 months as long as the temperature was kept constant. In the present study, we observed relatively wider temperature fluctuations in experimental ES and LA transplantation treatments. As a result, occasional temperature drops below 18°C could have reduced pathogen viability, which could partly explain reduced disease incidence via lowered R. solanacearum densities in the soil. Altering traditional tomato transplantation time also improved the efficacy of BOF biocontrol especially during the late-autumn crop season. B. amyloliquefaciens is able to produce broad-spectrum antibiotics that often protect plants either by directly antagonizing pathogens or indirectly by inducing systemic resistance in plants [29] . Establishment of such antagonists may then promote the root-colonization capacity of the antagonist and prevent the colonization of invading plant pathogens [30] [31] [32] . It has previously been shown that B. amyloliquefaciens exerts direct antagonism towards R. solanacearum in the laboratory conditions [13, 33, 34] . This could explain why BOF treated plants harbored generally lower R. solanacearum densities both in the soil rhizosphere and aboveground tomato stem base. However, BOF had no biocontrol efficacy during EA transplantation treatment. First, it is possible that elevated temperature directly reduced the biocontrol efficacy of Bacillus-fortified BOF. Earlier studies have shown that the production of antibiotic molecules by Bacillus bacteria depends on the environmental temperature [16] . Alternatively, elevated temperature could have affected R. solanacearum resistance to these antibiotics [23, 24] . Even though pathogen densities in the EA rhizosphere were similar to other transplantation treatments, pathogen densities within the plant stems were the highest in the EA treatment. As a result, the BOF biocontrol efficacy could have depended on R. solanacearum density, resulting in more frequent pathogen invasion to xylem in EA transplantation treatment. While these hypotheses cannot be answered with the current data, additional experiments are on their way to study the role of elevated temperature for BOF biocontrol efficacy.
In addition to reducing bacterial wilt disease incidence, alternating traditional tomato transplantation times had positive effects on farmer total income. Even though preponing the tomato transplantation time in the spring season reduced the tomato yield, relatively higher tomato market prices were able to compensate the farmer income for the ES transplantation treatment. Postponing the autumn crop clearly increased tomato yield by reducing crop losses to bacterial wilt and by increasing BOF biocontrol efficacy. As a result, later transplantation time clearly increased farmer income during the second crop season. The late autumn crop was also preferred over the early spring crop, because early transplantation time overlapped with Chinese New Year. Even though some between-year variation was observed, the significant effect of transplanting time was similar over the two-year trial period. This has convinced the farmer who participated in this study to exclusively apply LA transplantation time for the second tomato crop.
In conclusion, our results demonstrate that simple alteration of tomato transplantation time to cooler periods can considerably lower bacterial wilt disease incidence. In addition to having positive immediate effects on tomato yield and the farmer's income, reducing pathogen densities in the soil is likely to have positive long-term effects via reduced disease outbreak risk in the future. Postponing transplantation time also increased the BOF biocontrol efficacy, which suggests that biocontrol agents might be also affected by environmental temperature. We hope to resolve more detailed mechanisms behind temperature and pathogen-host and pathogenbiocontrol agent interactions in the future. 
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